
Embryogenic callus (EC)

NN medium + 1μM 2,4-D (1.5% Agar, 2% Sucrose) 

Agrobacterium infection�LBA4404, pZK_gPDS2_Cas9 or pZK_gPDS3_Cas9�

Co-culture

1/2 MS medium + 1μM 2,4-D (0.85% Agar, 5% Maltose) + 100μM Acetosyringon

Selection

Calli induction method
(for inducing transformed EC)

1/2 MS medium + 1μM 2,4-D (1.5% Agar, 5% 
Maltose) + 50mg/L  Km + 200mg/L cefotaxime

Embryo induction method
(for inducing transformed embryo)

1/2 MS medium without 2,4-D (1.5% Agar, 
5% Maltose) + 25mg/L  Km + 200mg/L 
cefotaxime

Transformed EC Transformed embryo

5 days

3~4 months

2~3 months

Transformed plant

1/2 MS medium (2% Agar, 3% Sucrose) + 5 μM zeatin 1~2 months

Regenerated plants

S1 Fig

Calli propagation for 1 month

S1 Fig.  Details of transformation and regeneration process. 
Materials used for mutation analysis are shown by red arrowheads. 


